Immunohistochemistry
Deparaffinized 5 μm-tumor bearing lung tissue sections were incubated with rat monoclonal anti-Ki67 (Dako, Glostrup, Denmark) and rabbit anti-cleaved caspase-3 antibodies (Cell signaling, Leiden, Netherlands). Immunostaining was quantified using ImageJ program (NIH, Bethesda, MA, USA).
Flow cytometry
To evaluate apoptosis rates of T lymphocyte populations in WT and ADAM28 KO tissues, following antibodies were used for flow cytometry analysis: CD3-APC CY7 (17A2), CD8-PE (53-6.7), Annexin V V450 and 7-AAD (BD Biosciences). To investigate thymocyte maturation, following antibodies were used: CD8-PE (53-6.7), CD4-PERCP CY 5.5 (RM4-5), CD8a-BB515 (53-6.7), CD44-APC CY7 (IM7) and CD25-BV421 (7D4) (BD Biosciences). -as DN4. Data were acquired on FACS CANTO II flow cytometer (BD Biosciences) and analyzed using BD FACSDiva software (BD Biosciences).
Ex vivo migration assay

Activated CD8
+ T cells (2x10 5 cells/200 μl) were suspended in RPMI supplemented with 0.1% BSA and placed in the upper chamber of a 6.5mm transwell insert displaying a 5 μm-pore size membrane (Corning, Corning, New-York). Migration of CD8 + T cells towards increasing CXCL10 concentrations (0, 50, 100, 200 and 400 nM, R&D Systems) present in the lower chamber of the Boyden Chamber was tested. Migration of CD8 + T cells without chemoattractant was determined using serum-free RPMI medium. After 3 hours of incubation, CD8 + T cells, which migrated through the filter, were harvested and stained with anti-CD8a-PE antibody. Activation of CD8 + T cells was confirmed by staining these cells with anti-CXCR3-APC antibody. CD8 + T cells were enumerated in each experimental condition during 1 minute by FACS CANTO II flow cytometer (BD Biosciences). Data were analyzed using BD FACSDiva software (BD Biosciences).
Cytotoxicity assay
CD8
+ T cells (100 000 cells) were co-cultured during 2 and 4 hours (37°C) together with 100 000 LLC cells in RPMI supplemented with 10% FBS and 1% Insulin-Transferrin-Selenium (ITS). LLC cells were previously stained with the CellTracker Green CMFDA (Life Technologies) to differentiate these cells from the CD8 + T cells. After the incubation, cells were harvested, washed with PBS/FBS 2% and centrifuged during 6 min at 360 g. Cells were resuspended in 100 μl PBS/FBS 2% and further stained with Annexin V and 7-AAD during 30 minutes at 4°C. Cells were washed twice with PBS/FBS 2% and resuspended in 200 μl PBS prior flow cytometry analysis using FACS CANTO II flow cytometer (BD Biosciences). Data were analyzed using BD FACSDiva software (BD Biosciences).
